Materials and Methods

Immunocytochemistry
Cells were seeded onto polyethyleneimine-coated glass coverslips, and incubated overnight. After treatment with 20 nM TBT for 9 days, the cells were washed with PBS(-), and fixed with 4% paraformaldehyde in PBS (-) The cells were then washed with ice-cold PBS, and suspended with 100 μL cell lysis buffer (10 mM HEPES, 1.5 mM MgCl2, 10 mM KCl, 0.5 mM DTT, 0.2 mM PMSF).
After being left on ice for 10 min, the mixture was homogenized with 15 strokes. The homogenate was then transferred to another microtube, and centrifuged at 6,300 rpm for 10 min. The nuclear pellet was resuspended in 150 μL sonication buffer (50 mM Tris, 10 mM EDTA, 1% SDS, protease inhibitor cocktail), and sonicated on ice, resulting in the formation of genomic DNA fragments (200-1000 bp). The nuclear lysates were centrifuged at 12,000 rpm for 10 min to remove any insoluble material. The resulting lysates were then immunoprecipitated overnight at 4 °C using Protein G Dynabead (Invitrogen)/NRF-1 antibody (Abcam) complexes. The Dynabead-antibody-antigen complexes were sequentially washed with ChIP washing buffer 1 (16.7 mM Tris, 0.01% SDS, 1% Triton X-100, 1.2 mM EDTA, 150 mM NaCl), ChIP washing buffer 2 (twice) (16.7 mM Tris, 0.01% SDS, 1% Triton X-100, 1.2 mM EDTA, 500 mM NaCl), LiCl washing buffer (10 mM Tris, 250 mM LiCl, 1% NP40, 1% sodium deoxycholate, 1 mM EDTA), and TE buffer (twice) (10 mM Tris, 1 mM EDTA). The Dynabead-antibodyantigen complexes were then suspended in 250 μL of elution buffer (1% SDS, 50 mM 4 NaHCO3, 10 ng/mL sheared salmon sperm DNA (Thermo)), and incubated for 15 min at room temperature with rotation. After this, the supernatant was transferred to a microtube.
The Dynabead-antibody-antigen complexes were suspended again in 250 μL elution buffer, and transferred to another microtube. The ChIP samples and input samples (reserved before immunoprecipitation) were incubated in high salt conditions (added to 200 mM NaCl) at 65 °C overnight for crosslink reversal. The DNA fragments were then purified by suspending in 500 μL phenol/chloroform/isoamylalcohol, and the upper layer was transferred to a new microtube. The purified DNA samples were then subjected to quantitative real-time PCR analyses (OPTICON3). The ChIP data were analyzed using the ΔΔCt method, and normalized to the input samples. The PCR primers are shown in Supplementary Table S1 .
Measurement of cell viability.
After exposure to TBT or glutamate, neurons were stained with 0.4% trypan blue for 10 min, then fixed with 10% formalin for 2 min and rinsed with physiological saline. Stained Table S1 . Sequences of primers used for experiments.
7 Figure S1 . Effect of TBT exposure on glutamate toxicity in primary cortical neurons.
Cortical neurons were exposed to 50-100 μM glutamate for 24h with or without 300 μM 1-naphtyl acetyl spermine (NAS) after TBT exposure and cell viability was measured.
The data are expressed as the mean + S.E.M. (n=4). ***P < 0.001 vs. control.
8 Figure S2 . Immunocytochemistry of neuronal and glial cells of the primary culture on DIV 11. To evaluate neuronal and glial populations, cultures were grown to DIV 11 with or without arabinosylcytosine (AraC) to inhibit the proliferation of glial cells. Then, immunostaining was performed using an anti-Tuj1 (neuronal marker) antibody (red) and an anti-GFAP (glial marker) antibody (green). 4',6-Diamidino-2-phenylindole (DAPI) was used for nuclear staining (blue); scale bar = 20 μm.
